The purine nucleotide biosynthetic and catabolic enzymes are very important from a biochemical and clinical point of view [I] The nucleotides which are the end products of purine biosynthesis, act as precursors for DNA and RNA synthesis, intermediates in biosynthetic reactions, energy storage depots, and metabolic regulators Disorders such as Down's syndrome, severe congenital immunodeficiency and leukemia have been associated with alterations in the activity of purine enzymes [2 31
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Adenylosuccinate lyase (EC 4 3 2 2 ASL) is the only enzyme which catalyzes two steps in the biosynthesis of purine nucleotides the conversion of sucanyl-aminoimidazole carboxiamide ribotide (SAICAR) In previous studies we have found increased levels of adenylosucanase in peripheral blood lymphocytes (PEL) from patients affected by B a l l chronic lymphocytic leukemia (B-CLL) with respect to healthy controls [9] In such experiments the enzyme activity was evaluated following the formation of the product (AMP), and separated from the substrate (S-AMP) by high performance liquid chromatography (HPLC)
We have compared the HPLC method to a spectrophotometric procedure and carried out the determination of the enzyme in PEL from healthy controls and B-CLL patients Here we report the results obtained from the two comparative procedures
The patients were hospitalized in the Haematology Division of Siena University Polyclinic the diagnosis of leukemia was based on the evaluation of lymphocyte number in peripheral blood and lymhpocyte typing through the determination of immunological markers (CD4, CD5 The incubation mixtures for enzyme determinations contained 0 1 mM adenylosuccinate 50 mM Tris (pH 7 4) and an aliquot of the supernatant corresponding to 100 y of protein Suitable controls were run to ascertain that activity was linear with time and proportional to protein concentration in the range 100-300 y /ml in both methods Continuous spectrophotometric assay was performed with a Shimadzu UV 160 double heam spectrophotometer, by "multicomponent programme" which distinguishes the difference between the spectrum of similar molecules The spectrophotometer was first calibrated with five mixtures containing different amounts of S-AMP and AMP the final spectra were memorized by the instrument For the determination of S-AMP lyase we monitored the spectra of the incubation mixture in the range 200-300 nm for 20 min For the HPLC analysis 120 wt afiquots of the incubation mixtures were withdrawn at times 0 10, 20 and immediately deproteinized with ice-cold perchloric acid After neutralization with KOH, the samples were injected into a (4 6 i d x 100 mm) Partisil 5 Sax column We used a Beckman System Gold Chromatograph, equipped with two model 1108 pumps and a variable wavelength detector set at 254 nm S-AMP and AMP we separated by a gradient elution using 5 mM monobasic ammonium phosphate (pH 2 8) as low ionic-strength buffer and 500 mM monobasic ammonium phosphate (pH 4 8) as high ionicstrength buffer, as reported by Lorenzini et al 1121 The identification of nucleotides was performed by comparison with the retention time and coelution of internal standards Table 1 reports the adenylosuccinate lyase activity evaluated comparatively with the two methods 
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The values refer to typical experiments Protein content is expressed in ktg/106 cells ASL activity has been evaluated in both methods following the disappearance of S-AMP and the formation of AMP, and is expressed as nmolihlmg protein
Our results indicate that the two methods are both applicable to the determination of ASL in PEL there seems to be a good correspondence between the spectrophotometric and HPLC procedures even if this must be confirmed in a greater number of cases It is also important to underline that stechiometry is respected in both procedures The amount of endogenous AMP present in the incubation mixture is low and does not alter the stechiometry in the range of protein concentration used
The spectrophotometric procedure is surely faster and less expensive, for this reason it must be preferred in a large screening program On the other hand HPLC procedure is highly sensitive and reproducible therefore it should be chosen when low quantities of material are available Finally we must also point out that ASL activity seems to be increased in the patient affected by B-cell lymphocytic leukemia independently from the method used for the determination We are grateful to A C R 0 for financial support 
